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In addition, the present disclosure enables modifications ot 
host cells to inhibit expression or activity of I -RNA. In the 
first instance, introduction of such modifications will 
determine whether I -RNA activity is essential for survival of 
host cells which express such I-RNAs. In one approach, an RNA 
having a sequence complementary to the I -RNA (i.e., an 
"antisense I -RNA" ) is expressed in a host cell (e.g., yeast) 
which expresses an I -RNA molecule. The vector for expression of 
the antisense I -RNA contains a selectable marker gene (e.g., 
URA 3) to ensure that only transformed cells are recovered. If 
no transformed cells expressing antisense I -RNA are recovered, 
inducible expression constructs may be tested to determine 
whether the antisense RNA vector can be transformed into the 
cell in absence of antisense I -RNA expression and whether 
subsequent expression inhibits any cellular function (s) . 
Alternatively, the I -RNA gene may be eliminated using gene 
"knock out" methodology known in the art. For instance, in 
yeast cells exogenous DNA introduced into the cell efficiently 
and stably integrates into chromosomal DNA by homologous 
recombination, allowing efficient replacement of a wildtype 
qene with a non-functional copy. Typically, the non- functional 
copy is generated by replacing wildtype coding sequences with a 
selectable marker gene (e.g., LEU or URA). Transformation of 
diploid cells may circumvent possible lethal effects if some 
I -RNA activity is required for cell viability. Yeast or other 
I-RNA-expressing host cells, or extracts thereof, which have 
reduced I -RNA activity as a result of either an anM sense or 
aQ n^ vnnrk ^ ^nH i f i r a f i on according to the invention, are 
n^fnl for PvprPfifii nr. of mRNAR requiring TRES -dependent 
translation initiation. Also contemplated are yeast or other 
I - RNA host cells which can be modified by gene knockout 
methodologies, as known in the art, to remove the gene encoding 
La or homologs thereof to produce host strains that are 
DPrmissivp for expression of proteins whose synthesis is 
dependent upon internal initiation of translation. 

Theoretically, the inhibitor RNA could inhibit TPFS-dependent 
hr.n.iafio^ v-y m>n r ^ihip mechanisms • binding to UTR 
,i y:^LrL In antisense RNA or binding to protein factors 
needed for internal entry of ribosomes. To distinguish these 
tTo mechanisms, uniformly .sup. 32 P-labeled inhibitor RNA probe 
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two mechanisms, uniformly .sup. 32 P- labeled inhibitor RNA probe 
was prepared and mixed with HeLa S10 extracts, and the 
resulting RNA-protein complexes were analyzed by nondenatunng 
polyacrylamide gel electrophoresis. 
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BSPR: a 
It therefore would be advantageous to provide reagents and 

methods for controlling the translation of HGBV proteins from 

HGBV nucleic acids. Such reagents would comprise ant i sp . nse . 

nnrlpir ^riH SPqnpnrPfl P T nth^r compound Which TTiaV RPP . C i f i Cc i 1 1 y 

HPAi-ahilwP (nr- ai-ahi 1i gfO t-h^ trfs structure. Such nucleic 
acid sequences or compounds could greatly enhance the ability 
of the medical community to provide a means for treating an 
individual infected with GB virus (es). In addition, IRESs are 
among the most highly consereved nucleotide sequences. 
Identification of such a sequence immediately suggests a target 
for probe-based detection reagents. Diagnostic or screening 
tests developed from these reagents could provide a safer blood 
and organ supply by helping to eliminate GBV in these blood ana 
organ donations, and could provide a better understanding of 
the prevalence of HGBV in the population, epidemiology of the 
disease caused by HGBV and the prognosis of infected 
individuals. Additionally, these consereved structures may 
provide a means for purifying GBV proteins for use m 
diagnostic assays. 
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Title: In vitro mutational and inhibitory analysis of the cis-acting 
translational elements within the 5' untranslated region of 
coxsackievirus B3: Potential targets for antiviral action of 
antisense oligomers , 

Author(s): Yang DC (REPRINT) ; Wilson JE; Anderson DR; Bohunek L; Cordeiro 
C; Kandolf R; McManus BM 

Corporate Source: UNIV BRITISH COLUMBIA, ST PAULS HOSP, DEPT PATHOL & LAB 
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Language: English Document Type: ARTICLE (ABSTRACT AVAILABLE, 
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COUNTRY OF PUBLICATION: United States 
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of nbozyme and their intracellular localization m mammalian cells. 
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AUTHOR ADDRESS: (a) Dept. of Chemistry and Biotechnology, Graduate School ot 
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JOURNAL: Journal of Biological Chemistry 276 ( 1 8 ) : p 1 5 3 7 8- 1 53 8 5 May 4, 2001 
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(REPRINT); UNIV TUBINGEN, INST PATHOL/D-72 074 TUBINGEN/ /GERMANY/ 

Journal: VIROLOGY, 1997, V228, Nl (FEB 3), P63-73 

ISSN: 0042-6822 Publication date: 19970203 

Publisher: ACADEMIC PRESS INC JNL-COMP SUBSCRIPTIONS, 525 B ST, STE 1900, 

SAN DIEGO , CA 92101-4495 
Language: English Document Type: ARTICLE 
Geographic Location: CANADA; GERMANY 



Display 4/9/14 (Item 4 from file: 34) 

DIALOG (R) File 34 : SciSearch ( R) Cited Ref Sci 
(c) 2001 Inst for Sci Info. All rts. reserv. 
Subfile: CC LI FE-- Cur rent Contents, Life Sciences 
Journal Subject Category: VIROLOGY 

Abstract: The 5' untranslated region (5'UTR) of coxsackievirus B3 (CVB3) 

RNA forms ahighly ordered secondary structure that has been implicated 
in controllinginitiation of viral translation by internal ribosomal 
entry. To test this hypothesis, synthetic bicistronic RNAs , with all or 
part of the 5'UTR in the intercis tronic space, were translated in 
rabbit reticulocyte lysates. In the presence of an upstream cistron, 
the chloramphenicol acetylt rans Eerase gene, designed to block ribosomal 
scanning, the CVB3 5'UTR was capable of directing the internal 
initiation of translation of the downstream reporter gene (PI), 
confirming the presence of an internal ribosomal entry site (IRES; . 
This finding was further supported by the data on predicted secondary 
structures within the 5'UTR. Of special note, analysis of various 
deletion mutants demonstrated that the TPFS of CVB 3 is located roughly 
at si-prp-lcops G , H, ana 1 spanning nucleotides (nt) 529 and 630. The 
region from nt 1 to 63 (stem-loop A) also appears important:, and it may 
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be an essential bindingsite for translation initiation factors. Based 
on these findings, in vit rotranslation inhibition assays using RNA 
fragments of the 5 ! UTR as inhibitor were performed. Both 
antisense and sense RNA segments transcribed from these two 
cis acting regions and the surrounding sequence of the initiation codon 
AUG showed strong inhibition of viral protein synthesis. 
Antisense molecules may inhibit translation by blocking ribosome 
and initiation factor binding within the 5'UTR via specific 
hybridization to their viral RNA target sequences, while sense 
sequences may function by competing with viral RNAfor ribosomes and/or 
translation initiation factors. These cis-acting translational elements 
may serve as potential targets for the antiviral action of oligomers. 
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ABSTRACT: Today, almost 4 million people in America suffer from hepatitis 
C most of them without knowing it. When researchers first studied viral 
hepatitis in the 1930s and 1940s, two distinct forms with different^ 
patterns of transmission were identified. Later, these viral agents' 
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signatures were identified and became known as hepatitis A and 
B, respectively. When new tests became available for the viruses in the 
1970s, a new strain was discovered and called non-A, non-B hepatitis, but 
it was a further 15 years before Michael Houghton and his colleagues at 
Chiron Corporation identified the hepatitis C virus. The writer discusses 
how hepatitis C was discovered, how it is transmitted, how it causes 
chronic liver failure, treatments that are currently available 
for the disease, and the prospects for future treatments. 

TEXT: 

As recently as the late 1980s few people other than physicians had 
heard of hepatitis C, a slowly progressing viral infection that over a 
couple of decades can lead to liver failure or liver cancer. Today the 
condition is widely recognized as a huge public health concern. Some 1.8 
percent of the U.S. adult population, almost four million people, are 
infected with the hepatitis C virus, most of them without knowing it. The 
virus is one of the major causes of chronic liver disease, probably 

-more- 

Display 3/9/1 (Item 1 from file: 98) 

DIALOG ( R) File 98: General Sci Abs/Full-Text 
(c) 2001 The HW Wilson Co. All rts. reserv. 

accounting for even more rases than excessive alcohoL use, and is the most 
common reason for liver transplants. Some 9,000 people die each year in the 
U.S. from complications of the infection, a number that is expected to 
triple by 2010. Information about the incidence of hepatitis C in other 
countries is less reliable, but it is clear that the virus is a major 
public health problem throughout the world. 

Physicians, historians and military leaders have long recognized 
hepatitis— inflammation of the liver--as a cause of jaundice. This yellow 
discoloration of the whites of the eyes and skin occurs when the liver 
fails to excrete a pigment called bilirubin, which then accumulates in the 
body. In recent decades, however, the diagnosis of hepatitis has 
progressively improved, and physicians can now distinguish several distinct 
forms. At least five different viruses can cause the condition, as can 
drugs and toxins such as alcohol. 

Researchers first studied viral hepatitis in the 1930s and 1940s m 
settings where jaundice was common, such as prisons and mental 
institutions. They identified two distinct forms with different patterns of 

-more- 

Display 3/9/1 'Item 1 from file: 98} 

DIALOG; R) File 98:General Sci Abs/Full-Text 
(c) 2001 The HW Wilson Co. All rts. reserv. 

transmission. One was transmitted by contact with feces of infected 
individuals and was called infectious hepatitis, or hepatitis A 
. The other appeared to be passed onl 



